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h\ 1. 4-y^>v^^--ju. 1. 2-x^>>^;*— ;u& <h*Oct a Uii^ yffiffl® 

2, 4-v - h □ 7 x -)imit^*7 j -iirnmzx v m^zn. hU7>77> 
£K > K-;^sstbTffl^e>n^*^5;u»«±i2oi. 2-x^>^^--;k 



XID: <WO 0014226A1 I > 



WO 00/14226 PCT/JP99/04765 

14 

m<Dwm. K^\zm^T^mmommtu^^om^rz\t^m(D^m^^ 
io nzntz&m? >^?n&mmi'rz&. tittrnz^DT^xnummzmikv. 

15 *M4^ ^H^M©7^n-;^ii^L75 y SH^r^i UcE ^> 
#fg0J<£>g&#^:7^ KS/cttf©I«, g#^*0CD^y^ F©«l:tot, 

& & v^»^bj <D? > n 9 n *m % tt<* y'^y-a x-wm -r & - £ tc =t o xsgjg 

Ht)U<tt7$ y IK £gbfc»&££IB££i*\ 4^^ai^WtS« 
^^SS^M-T 5 d <h D @ Wco^y^ F £SSBrr& Z ttfT'&Zo 

25 mtf^nz. 

(DM. Bodanszky & ± M. A. OndettU ^y'J- F • 7. (Peptide 

Synthesis), Interscience Publishers, New York (1966^) 
(DSchroeder^ocfclMuebke, If -^y^F (The Peptide), Academic Press, New York 
(196550 
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©izmtsw ^<t«^, ^it^mmmm i. ^wi^s^t^iv. 205, 

(1977^) 

ADNA, HuieUyfcJaBfla • m^l**CDc DNA, £jfcDNA©lv$"ft 

total R N A £ tern R N A M ft & M 13 L 7c: t> <D £ m H T W. 1£ Reverse 
Transcriptase Polymerase Chain Reaction (£JT> RT-PCR^tiSif 
tC =t o Tii«-r 3 - 1 fe T S * . 

tSt)$n4JftSiH5>J^Wr*DNA. £&HBEJ!I## : 4tib^n5llE 

SrlJ — KT5DNA, ©853Wf : 5 TStbSnS&Sge^J £^*rr SDN A» 

-1* y U ^ XtSSSEJiJSW U *%HJ^>^>/t^K<h UK W 13 (pJKco^K £ 
W5^>/^»S3-Kt5DNA, @E5fl#*t: 6 TS^^n^^Sia^'J^ 
ftSDNA. i;7ctegB»^: 6T^$n5lIE^Jt/W7h'J>yx> 
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5 < X h U >yx> h^frTOWyj^-f XTtSDNAt UTI1 W7itt. 

tn^nmm^: 4~@b^j#-^: 6 (D^-rn^<D^mmsmt>^n^m^ 
*b twit* £ £ i&si2?u ^ & d n a & a *m v >e> n s . 

10 tl/^ra^-- — (Molecular Cloning) 2nd (J. Sambrook et al. . 

Cold Spring Harbor Lab. Press. 1989) \zmWUDJj&ta£lZ$E-oTfttSiZ) Z. hlfi 

15 /W7hU>vi>h»t(t 0!l*.fcf, h U ^ASg*'|>] 1 9 ~ 4 0 m 
M, »tU<ii*n9~2 0 mMT, i&ggjWfc 5 0-7 0^ £F£ L, < te&U 6 0 
~6 5t(Z)^it„ 

20 Ate£^\ lE^Wf : 2T^t>$nSTa/itBB^J*Wrs^W , ?^»&3-H 

t. ITIi EJ!l## : 6T^t>$n-5^SS2^JS:Wr^)DNA75:^fflV^tlS. 

25 ^ h & 3 - k s ^sse jy w s t> o t * n « i i 4 1> © Tf & o t t> «k 
-est) $ n& ^sie^j $ * d n a (D^mmmn & §dna, 
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SDNAOgU^SBSyiJ^WrSDNA. ©BS5!I## : 5 TSlfr £n&$&S@E?'J 

SBB^iJSrWrSDNA. ^Tzitmm^ : 1 1 T^b£n5J£gB23aj£/vf X h 

|WJK(DttM^WT?>^>A-^M^zi- HTSDNA^SU^JfiSffiyiJ&WrSDN 
A, ®E5»^: 6T«t>$nsJfiSB2^J&^-rSDNA©ep^*fi3IBB^JSWr 
10 -5DN A, ge^iJS^: 1 2T*b^ni.MK?^f t^DNA, £fcteIB?iJ# 

A^HSrU — K^"*DNA©8S^lfiaigB^I&Wr*DNA*:i:**fflV»e»n'5. 
15 tM^'J^XTtSDNAH lWE«i:ra*«H&jK-r. 

□ -HtSDNAtLm ISJiJ## : 1 0 T^*5$ns4S3SB25lI*WrSDN 

TSDNAtbTH E^iJ#^: 1 1 T^^n&i&SE^WT £D N Aft£ 
E3Wt: 9T«fo$^75yra^t5^>/^f^3-H1-^D 
NAi LTti, E?»J#^: 1 2 TafrSnS^SEmW^DN AfcifjWflU 

T^>DNA(7)^D-->^ c ttN'^<D|%BJl-i5^T«, Cn^>^>A^lf^ 
©fgtUTtt, *^W©^>^^St©gB^ffiSEyiJ^"rs^fi£DNA^'f 
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DNA£#fPJ(D^>7l;7Sftf>— aB*S^tt±fB«*n— Kt-5DNA»r)tfcL 
< te"£/&D N A ^ffl^Til U & fe (D £ O A-f 7* U ^-f -if— a >(C«fc o TilS'J 

^7 P——>^ (Molecular Cloning) 2nd (J. Sambrook et al. , Cold Spring Harbor 
5 Lab. Press, 1989) \Z&m<O^W&£\zM<oTfitZ ; 5 Z rffflg 

DNA<Di&mm&l<Dmmt. PCRHWyh, 0iJx.te\ Mutant T M; 
(«) ) . Mutant™-K (MMM («) ) fc<*f£fflHT\ Gupped duplex&^Kunkel 

15 £3* *j^#J»C«^^lh3 H>iLTOTAA, TGA^HTAG^lT 

#fSIB©*>A*£5^52S^^— te* (-T) *f£«PKD^>A°;7jt£: 

3— KTSDNA^e>BWi:"rSDNAWfltSr^OttlLr> (D) t£D N AH-frM"^ 
20 jg^feJSiR^^ ^-4>©7°o^-^-©TSI^t5 - £ £ «k DtSirr* - £ 

^^^-iLTit ^RlSJfcO^^Xi H (R-pBR3 2 2, pBR32 
5, pUC 1 2, pUC 1 3) , tSmM*^£D7°^X5 H pUB 1 1 0, 

pTP5, pC194) , F W* p SH 1 9, pSH 1 5) , 

25 A77-y7 < t£OA^f'Jt77-y, »7£ v^T^-OPX, 

A*^rLO^-r;i/7>f<j:£<Dilb^^-r;i/X7ii:CDM, pAl-11, pXTL pR 
c/CMV, pRc/RSV, pcDNAI/Neo^«Ubn?>. 

^^rm^^n^y°n^-^-£LT\t.mBi^<D^wzm^^m^z^m 
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£<hLTfflV*<5«'&te» SRa7'Dt-^-, SV4 O^Dt-^-, HIV- 
LTR^dM- CMV^Dt-^-, HSV-TK^nt-^-JtttWtf 

^bO^^, CMV (^h^^n«^M) 7°U*z—$ — . SRa^Dt 
5. -^-ai*&ffl^5^jfftL^. S±*iIyi'J kTRlTfeSi^l tr 

»^ttv SP0 17'Dt-^- SP027'o ; E-3'-. penpynM- 
. lS^*<»«T*S«-&tt. PH0 5 7*0^- PGKyDt-^-, 

10 GAP7*D€-^-. ADH7*Dt-^-&f)ii»*lU. 

#UA#sn->^;k sv4 0*«tU5?> (fiirF. s 

V4 0or i <hlS^TS»^d*&«>) &t*^LTHSt>(D$ffll/i|>^^T 
15 iitiffv-^-^LTte. mX\Z. V^^ummMTtmm (£*T, dhf r 

JtH^ UVhl/^t-h (MTX) Wtt) . X>t^> 
U >lttlfef (OT, Amp r £:%&%FtZ>m€;tf$>Z>) . ^t7-fv>ittl 
^ (£TF. Ne o r £I§*rr£*J^&£>. G4 1 mfimifzn&o 
mz. dh f rIfif^t-f--XAAX^-aig^^Td h f rlgf 
20 £il*Rv-#--£LT^fflT<5ii-&> mt®mfc^&^=ii'>$: < Si£tZ^mMlZ£ 

^*M(C^jD-r^. fSi^IyxU tJHTS^l^d PhoA • v-^^BB^J, 

MF a • istfi-mm. SUC 2 • ^^E^t'. 0^J&«»«SjiHBflST*S« 
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IviU t7MMco^W!l<hbT«,F^«\ X~>x'J t70U (Escherichia 
5 coli)K12-DHl (7°n *?>#X • ^ • If • ± > 3 ^ • 7*^5 - • 
^-y • +K X>WX • :*y • If • a— XXX— (Proc. Natl. Acad. Sci. US 
A) , 6 0#, 1 6 0 (1 9 6 8)) , J M 1 0 3 CX^-f VyV ' Ti/yX • U 
+r— 3\ (Nucleic Acids Research) , 9#, 309(198 1)), JA221 
(y t - t)P • • € k + a 7- • t □ y- (Journal of Molecular 
10 Biology) ) , 12 Om. 5 1 7 (1 9 7 8)), HB 1 0 1 • *Zf • 

^zXy^r^^— - n^^ru-J-, 4 1#, 459(196 9)), C600 C^x^ 
x-f^X (Genetics) , 3 9t, 4 4 0 (1 9 5 4)) &£j&*ffiV>6ftS. 

/W^IftLTIl ^JA«\ A*f)^ • U- (Bacillus subtilis) 

MI 114 li?->, 2 4#, 255(1983)), 207-21 C^i-— • 
15 t^'/Ht^SXh'J- (Journal of Biochemistry) , 9 5#, 87(198 

4)) fc£**ffltr>5tl3. 

gitLTIl iry*D7'ft^ irl/fcf->x (Saccharomyces 

cerevisiae) AH22, AH 2 2 R — , NA87-11A, DKD-5D, 20 
B— 12, vl/lf yti PT^ftT, ^>-^< (Schizosaccharomyces pombe) NCY 
20 CI 9 1 3, NCYC 2 0 3 6. W /U h U X (Pichia pastoris) KM 7 

(Spodoptera f rugiperda eel 1 ; S f«Bfl&) . Trichoplusia ni<Z)^JIl 
&3fc£>MG 1 &fflJJ&, Trichoplusia ni CD0|i S JfcOHigh FiveTM&ffiB&> Mamestra 
25 brassicaeS5fe©JifflJ&£fcteEstigmena acreaS5l5CDlfflfla^<i:^fflVie>n-5o 

M^BmNPVOi^tt, MtiJ5fc#Mt» (Bombyxmori N MM ; BmNW 
fc£#ffiV>£ftS. !£S fffltLTIl S f 9*fflSS (ATCC CRL1711) , 

S f 2 1«(J^±> Vaughn, J. L -f >-^V #(In Vivo). 13. 213-217. (1977)) 
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(Nature) , 3 15 #, 592(1985)). 

K)^)«iLT{i, f;l/«COS-7 (COS 7) , Vero, 

--XAAX^-HMCHO (OT, CHO*il§!B) , dhf rl£^» 
5 ^t-f--XAAX^-«CHO (J^T, CHO (dhf r") M^BSIB) , 
7WL«, T^XAtT-20, 7W$IO-7«, 77hGH3, t 
hFL E tfim ^ e> o 

•f^aj-ji- T^xa--^-7*-it-rx>> : -rx-^-7*--tf -il-xxx- (Proc. 

10 Natl. Acad. Sci. USA), 6 9#, 2 1 1 0 ( 1 9 7 2 ) > (Gene) , 1 

7#, 1 0 7 (1 9 8 2)^<i:HfB«fe(D^t^oTfT^-5Ct^T^^>. 

)l> • iszL^T-yf y&7> (Molecular & General Genetics) . 168 #, 111(1 
9 7 9) fc£\ZfEM<DXmzUr>Tnfct>Z. 
15 Wm&BMm&TZiZiZ. ^VyX-O-X^tDy- (Methods 

inEnzymology) , 1 9 4#, 182-187 (1991) , yDv-y>^X • 

^X— (Proc. Natl. Acad. Sci. USA) , 7 5#, 1 9 2 9 (1 9 7 8) ^Ct* 

20 &&fflf&Wzrzfc&&&& l Slfcm-TZ>izit. mX\Z\ A-f*-/^ y □ ->*- 
(Bio/Technology) ,6. 47-55(1988)) t££lz$Zm.<Dj5mz$t-?Tftteo Z.E&T* 

hn-;U. 263-267 (199 5) (5fi8*±fSTT) » ^DDy- (Virology) , 
25 5 2#, 4 5 6 (1 9 7 3 ) (CfBfic^&KfeTtTfc? ^t^T^^>. 
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feck l^c igift(DpHte&J5~8;^Mc£l^ 0 

Xva:Ub7JS5M&«SI"rsiSO«ttfitLTtt, #1fS 
/^£^t?M9*g*tiJ C5^- (Miller) , ^^-^l/ • • X^X^U • 
10 -f > • ^l^a.^— • 5^x^T">f vi?* (Journal of Experiments in Molecular 
Genetics) , 4 3 1-4 3 3, Cold Spring Harbor Laboratory. New York 1 9 
72] jtffrftbH. ^H^SUCfcOyn^E— ^ — Sr^«k<flB^-&S/t«>l3, 

3 3 — f >HU;i'7^u;HfeoJ; , 5^sy&jbnASc:t^"r#s. 

tmyx'JtTlIOS^ JMteiiStm 5-4 3ttlD3~2 4BfW 
15 fr&V*. &WC«fcB, IIW&MSotfcTfS. 

1g£**/ WWXJWB©*^ 3 0-4 0 tT|5 6-24 «r Ifflff f«C 

-JU^*— (Burkholder) */JnJ&«1 (Bostian, K. L. •?Uis—*?>>fX'*'7 • 

20 if • ^-^a^-;i/ • 7*7*5 — • ^-t* • imx>wx • • if • XXX— 

(Proc. Nail. Acad. Sci. USA), 7 7#, 4 5 0 5 (1 9 80)) tO.5% 
#1f^y&£^rr3SDJM [Bitter, G. A. -?Uis—V>>?X'*~7- 
+f • ^>a:f-;U • 7*^5- • Or'? ♦ WI>WX • ^"7* • If • 3-- XXX- 

(Proc. Natl. Acad. Sci. USA) , 8 1 #, 5 3 3 0 (1 9 8 4) ) ifi&Vfb 
25 n&„ ^i(D p Httl^J 5 ~ 8 HiS8t§©^SLli. ^«ffiS*tJ2 0'C~3 
5"CT'lt)2 4-7 2P#MfTfct>. &«CJSi;TjI^ifc#£iin*.5. 

Grace's Insect Medium (Grace. T. C. C. , 9-+— (Nature) .195.788(1962)) 
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M<Dv>Hit®6. 2-6. 4\ZMm?Z<Drfftl£l,^ 0 mmi*mi?;®2 7X:T'& 

-2 0 %(Dm^m% ^tSUEMmm (1MX>X (Science) , 1 2 2#, 5 
5 0 1 (1 9 5 2)] , DMEM^i W 4 DDy- (Virology) , 8#, 3 9 6 (1 
9 5 9)) , RPMI 16 4 OJSMUi • JrZf • If • 7* U # > • 

4 - 7Vyl— >3 > (The Journal of the American Medical Association) 
19 9 #, 519(1967)), 19 9 igiti! [^D^-v>^ • ^7 • +f ■ VD" 
-f It^ • *7^-— • +f • A-f -^Ui/tDV • jrt-x^ X> (Proceeding of the Society 
10 for the Biological Medicine) , 7 3t, 1 ( 1 9 5 0)3 p 
H«^6~8-C*50^SLK i*ttMi3 0t~4 0rai 5-60 

&&o>^mT*wte&&\>^wm*m#>* z\n^mmti.mmm\zmmh. isw». 
>j v^p- a 43 «j: * tz z\z&-o xmw & z> v > izmm & mm u tz <d 

25 d<7)«}:^lCLT#^tl^*±m, &Z>WZt&tiim*\Z^l£tlZ>$>>rt!7M(D 

mmiz. &ft'j):m<DftM'ffimmzmmzm&&ttTnte?z:ttfx£%o z\ 
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io mBm&ftm2 j £z>z\tiz£K>. ^mzm^t^r^ , ^u^y^H^^ 

15 /tx>-tf-f A-T A/ T > y-fe-1' ^Western blott ing&£K: J: Di^TS d £#*T^ 

So 

ii&tcfe T^ii-rs tan? £ s. 

25 (a) ty^Pt-WMll^S 

^ngte&S^Mfls:, tra<htt)tS4$n?.o ^(C^bTSi^^^ 
-^-bTtjckv^ S4ttM2~6l^:i@fo> it 2 ~ i otstflStTfrtiSo 
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> nzm.ii tAstm £ £ KJfc S -frfc trite \Zf&& L fc*IIM ©Sli £$J5Tt 5 
JlX^-f XDjjfe (Nature), 256, 495 (1975)3 \Z'&\,^mffit Z> Z\ 

ttf-vgz. m^mmtLxit. mz-i** jR<jx^u>yij3-^ (peg) 

#iiJBIi5fflB§<i:LTte, NS-1, P3U1. SP2/0, AP-1& 

15 ifo^jfiiift#i<D#fiijB*ffljia^^e,n-5^, P3ui«i/<ffl^en^. i 

-2 0: lSSTfeD. PEG (»^L< tePEG 1000 — PEG6000) 

an o~8 o%mm<omm'cmta^n. 2 o~4 or, $?^b<«3 0-3 7r 
t 1 ~ 1 0 #ibh >*^^-brz> z. t\z£ vmrnz < mmm^^mmr-^^ 0 
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fc?ZttfT*%Z> 0 If HAT (t*^F1f>5 1 >> TSy^fUX 3=-$^» 
7L\Z, 1~2 0%. $?£L<tel 0-2 0%©^/£}Sjfom£^frRPM I 164 

5 oi«> i~i o%o^fl&iSjfiiti^^G i T^i m^tmmum ) 

UteA<;AJ F-Ti£*fflMlfifi&*l!i (SFM-1 0 1, BtKM^ (tfc) ) ft£ 

fe§„ iS*B#^«, ®#5B~3jSPp1, $f^L<ttlilH~2iSrBl-e^§ 0 

te, S3? 5 %j5*^#XTTif&-9 d<b^T#^)o A-f H— *7**±fll©fit# 

(b) ^szn-i—jmfcomm 

15 @fB& -5 ^ ?M > A £> £ n y°p > G £©^'I4®*^(J{C J; r> ifi&o 
CHL, +t 'JJ-ieiOSifei^t 'J 7-<!:AyT><!:£D^J:l:ii > * 
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AtnWco^mnm t mm<D$>&tfn7 u xo^mmm iz^xnu ?,z. t &x* 

ta^te. &tci$^nmzmmw£&mmmtt-?z>T>^iz>xDNA£i,T 
NAcD^^jrp$ijbt#^^ffl^wrst)CD-e*n«\ uftio7>?t>xDN 

20 AT^oTfeJ:^. 

*^BJODNA{C^MM(3ffi1«W^SiB^J<i:«. fll*.fcf, *^BJ<7)DNA(C 

ifc^L<^9 5 %^±©ffil^4£WT£ 7 >3Hz >7 D N A;W5IT 
^n?)©7>ft>XDNAH ^^DNA-^^fi^^^fflViTSSii-r^- 
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io (i) ^moy^y/t^mu. mswi^iiTt^fc*. 

$ >/\° z mu £ %.rc\z*5£W(DD n a & if tcsfif ^ ^ D , it 

ii^. M«3»?f#&<H) , ummmm (wa<A/, roam, ross. 
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h'jxjR (^MErnvtrnm s it^--> h)uv-m (fHf#>£v\> > mm 

K^^^^-fr^-iiCcfcoT, (d) mm\z^mm<DDNA^mxL. 

<d? y/^znmz^mts^tzmz, mmi&*mm\zi&m-tz>z\t\z^T, ^tz 

« (a) ^m(o^yn^nm^im.m\z^-t^>z\tti.ii\z^x. im%\z 

io &tf%*mwo)$'>^?Mm<Di9Lm&1-ftlz. $>Z>^\ZjE1£lz5£m£i}Z>z.ttf 

15 l:fot > b h^7t{itaifil»!l^(C^#-r^C:<i:^-e^^> 0 ^0JCODNA«. 

O £ £ T, & & teUUSHEit Ofztb (DffiWmU E (D£M^tt) \ZE&tb Bn^fiftt 

20 *>9 OSg. *f*L<»4 9 5%l^±. ckD$?£L<te9 8 %£X±. £<=>tC$?£L< 

«9 9 %u±iznmznTzh<D$:mm-?2><Di)W£v\,K 

sbznzmfc. m<*%L m&m. ^tpjw muni &jzm. i&GMfcztth 
iz—mzm&zntzmmmffiizm&znzmikmmmmT'Mm-tz zt\z£ix 

t£&mi)m*>nz>£?\z'tz>b(DT:foz>o 
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io «h^-e^^c 

*jem<D?>Mnm<D& j 3-M\** -zmmm. h^^t«k 
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^S»lmg~l OOOrag, te*?Jl 0-5 0 0mg> £D#£L 

<HiKll 0-2 0 0mgfi4t5. *gD«l:g4t58^li, l£^>A^K^ 

<D?&mmft^*ftw<D? >/wnm&&ttM<DM-cj&A (#16 okgtit) 

io oic^bfcasrS-^r^dt^T^s. 

(3) mffiiztt-?z>mm&ffi4k&®(Dz?v-->!f 
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^m±M^ *t4fcttaffli& l»&$tffifcB^ 

5 ^BTT&S. 

iSifcKi^ mx\i. TOT,. 7*;K tf-fr^ tys?, ^> hj, 

15 -f^, -9-;k f>/t>y-&t') \ztt LX&-ifr2> 

^towm. tt&mm* 

tbt) iC&t^Tte, - B \Z-D^mt^^ 0 . l-10 0mg,»$Ktt» 
20 1. 0~50mg, ctD^Ki^l. 0-2 0mgW5. *iD« 

-fk^sa^Jo^Ta^A (60kgtiT) -0^* 

25 0»*b<tt*?JO. 1-1 0mgiS^«IHU0WI»O«ra 

j&W^j&A (#B60kg£:LT) KfcHTtt, -BKlO#&fl:£&£8)0. 1~ 
1 0 Orag, Jf*b<ttttl. 0~50mg, iD^K^l. 0~20m 
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{3 cfc o t t) g& s *mwv> ? >/t ^ ss^<z>$s#&£ mm? z><t%® 
^mmm^m^K (60k g tit) tc&#-r&i§^ -u\z-dzwhy& 

m*mo. 0 1~3 0raggS. Jf^KttiKlO. l~2 0mgIS, 
5 L<te*tJ0. 1-1 0mgiS€Mait(:<t0S4T5©W^^ 1 

(3) ^©^^^g, Jt<Dfflft^7?\z$ifz\Z*:ri*><Di&<Dl£m 

&mzKi&zit* mmmzm&isfrmmitzntz*mw(Dd7 >^?mm<Dm&* 
15 mmTzz\£&&m£T&&&m*<D*ftw<D?>wnm<D7£mm* 

(i i) ^mtmw±\z^mitvrz^m(Dm^^zsmm\:^nrc^mm(Dwi 
(Dm&t&mm&zwtmmmzKjfcz&fzcD*,. ^&itm&±cc>mmffl<Dm& 

20 *fc, *mn<D?>/^nm\zi$-tz>=E;t7u---j-)],ifite (ur. ^mo* 

ia#a^^<0fc<&£J8UT *>«£<, ia^^HPCD F(ab') 2 , Fab', & 

mmhL<\m^-mmm^W(om^t^^rz\mmm^\z^y)^L. z. 
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& t > 5 ^ > k ^ y ^ & & v > * * l 10 . 

c i25 n> ( l3i n, c 3 h) , c i4 o ^M^ens. ±85»* 

tt«tt*©*5BW©^ ynt>nm*&m&z> - i 2 
izm^ttizftmt&'fLh iSi-c^^'Mftt<, afie«ft*iRi±s-&** 
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£ l < \t c %au£AK » m x « n £ mmt & mmm u <=> n & . 

<D*>. *S^(D^f^J^(F) taflct*S-&Ufc»llfi[JS (B) tS^KL (B 
/F#8) , B, Flr»m^©«IK«*jJ»eU, ft^ffltf Ofit!li«S:^**rs. 
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&mfem (»2is) mmmm,, hbw 5 7 ^«fx) > 5ju**&e>» n»*$fcBE 

$J3t&J (^3 Kg) (B^«l^ 2^m=r) , rMethods in ENZYMOLOGYj Vol. 

70 (Immunochemical Techniques (Part A)), fp) H Vol. 73(lmmunochemical 
Techniques (Part B)K [WIH Vol. 74 (Immunochemical Techniques (Part OK 
5 IrJH Vol. 84 (Immunochemical Techniques (Par t DrSelected Immunoassays)), 
|p)# Vol. 92 (Immunochemical Techniques (Part E:Monoclonal Antibodies and 
General Immunoassay Methods)) , PI # Vol. 121 (Immunochemical 
Techniques (Part l:Hybridoma Technology and Monoclonal Antibodies)) IKJJb, 

(5) fcte^mmm 

Ultmy>) (M?L&* t^X, ^7 K ^-tMr, h'J, kyj?, ^» 

^n, =5-yn>v—ts.E) \z&V2>*&m<D#>'V7 

* £ V i ttfgafiT-^ > iDNASfclimRNA© if in & £ t * fc 
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^7'U^t-y3>^PCR-SSCPte (Genomics) , 15 

#, 8 7 4-8 7 91 (1 9 8 9^) , -?Uis—*J>>fX • • if • ^->3^- 
7#xS — • ^'Wi>WX-^a-iW- (Proceedings of the 
Natinal Academy of Sciences of the United States of America) , W>8 6#, 
5 2 7 6 6-2 7 7 01 (1 9 8 9^) ) W$mtZ> Z 

aia, rnmmm. mmmrnmms mm^tzi^mm^tsi^<omm-v$>^m 

10 (6) 7>?t>7DNA^Wt51I 

#IPJ<DD N A lCffi*SWk:*S<& L » iDNA CD^^^»Jf 3 d £ y 

zmrnn fern • ^BjffjiLT^ffl-rs^t^T?^*. 

(7) *56W©Ji#S:^WrSEm 
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79s Vis* -f^. +>-;U&£) UMbTiSPW^fett^SPWt' 

5 g#-T5^t**T^S. &-£*t*u ffitt. S4-;u-h&£ 

Omg/kgftll£ #£L<teO. 1-1 Omg/kgftlgE $btc$?* 
K«0. l~5mg/kg#IgK^ 1 B 1~5@IS, ^fKfilBl- 

10 n&^vm&hznizW'r z£tf-e%z>o mwrfftizm^m-etiz 
z> 0 ±M®*\zm^t>nz>mmm.f&m\-z. ±^^\t j t<om.tmwm\z.nm-& 

sTaitu> &i*r&#m mm^mm. &m&.m\uzo> 
mm. mx.& T)vn-)v m. x*/-;io , #»J7jp3-^ (#u 7*pt^ 



DOC ID: <WO 0014226A1J_> 



WO 00/14226 . PCT/JP99/04765 

39 

^— h8 0. HCO— 50 (polyoxyethylene (5 Omol) adduct of hydrogenated 
castor oil) ) fii'tifflllfeiK MttLTH &\A.\Z. ±3. 

io ftSRK ^y-ti;^j, (t>7°;p) , ^jT^^wj^^n, 

n^n©ig^#ra^^/c0ii#5'-5 oomg. tofrrt&mm-vfcs^ 1 o 

Orag, -^CDftii©2r!jjrrte 1 0-2 5 0 m g CD±tEinte/^#£nT^£ d 

15 Cftl^DiOSM^^lTfeJ;^. 
(8) DNA»fe 

©^3iSl4DNA<hlil§ie-r3) ^/cte^O^DNA OfcfgBJcD^^gD N A 
20 T&fr*>. ^B^tt, 

(2) ftthm^mm^vMmw-z&zm (DtmcDW)^ 

(4) *%BJ(D^ttDNA^fc{i^-C7)^DNA^WL. B§?LMjtl;fc^T 
^BJon*ttDNA^fe^CD^DNA^^T?>^k hPiflMl (KT, 
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fc, fgm^B^y^#»J#l. tOWtT^X ^ttT. C57B 

L/6 5&R. DBA2*«ift£, «tbT, B6C3F,m BDF.m 
B6D2F i m BALB/cil, ICR«i') tfctt7yh'(WAfl 
Wistar, SDftf) 

2fc5S9S©^&DNA.i:l/T«. 7CCD^BJ(DDNA©^*BH^J13^^ (09*J*» 
20 ^^I^S^cif) J^UfCb©, AflcWJ-tt. &S©ttUD, Mi> fiiJCD^X^Og 

IlfDNAtLTH ^S^^BJ^^>A^»^^^^^>DNA^S* 

5DNA^^uf,n5. 
25 *5EW©n*ttDNAtt, Ml ttSitlt^i t*^ ^(D«fL 

oil! iDNA^irai^t^SyD^-TOI^bfcDN 
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A^ifcDNA3>xh7^f ^n^mimb^gm 

->^T>r7<;Px, it-f h^Tjn^-f^x, : tn--Sjfii^^7'i';i/X, jc^-r 

15 (D#a^?L»^ (t K CUM*, -f^. *Z3, =EJU=Eyh. 7 7h. 

7°?*>l I, x^T^-if, x'J^n^ifX x>F-fe'J>, ffiWT^y 
fef. ^U7ii«j4^>A^»^ > ^i57^^>S- h7>^7l7- 
•fe\ Jfo/M&E&5fcBJc:SE^/3, 7-7f>Kl, KIO^KH, zi^-y>i 
20 IS> ^^'J7^AMPM^>/^I^7- if/3 I +J-:/:ix*;/ K 

ttB^ F^l^-fe^-^n^X^-if (-ISICT i e 2 <hBS£n&) > ±h 
U -7A* U ^A7r / •» 3 U >Wi (Na, K-ATPase) . ~=l- 
ny^ 7*>h&m. *?n?-Jr%-1> I i3<fcz>*l I A, ^^□T'dt^ if 
25 l»>ht^- MHC^7^XItfi0 (H-2L) , H-ras, U->, 
H-/\"^>/3-7jc^t:^^ tf (TPO) , 

IMMfiS^ 1 a (EF-ltt), BT?^>. a*«k^3 5ty>m 5^"->> 

6«ii*5«fctX2, ^x«j ym&fynzn. ^d^dt'ux Thy-i, ^0 

HiTSJ^gB (VNP) , MSTSD-f FPn>#— *>K 5:*^ 
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Dk'X hDfc>C, W-mma7^^>> 7V7 , OX>^7 7'J>A > ^V7* 
(EF-lo) 07°D^-^-, t Yte&U-V HJ BTP^Zfu^-f-tf. 

DN AX^¥&tCi; d ££nr#£o 

m<DM^wm\z^x. *^B^cD^'i4DNA^#ffi-r^c<i:«. \ / E\&mmv>'& 
wr^-x. ^ om^mm & £ wsw o-r t i bj d n a £ 

i 

d n A*$:%\z$kmrz> z\ h zmrn^T, mD n A&mmw t vxmnom^n 

Mm&&tftemm(D±T\zmm\zft&?%£-o\zm&znz>o dnaw©^ 
&mM<DMmmmz&^T*&w<Dtt.&&DNAfimmiz&&?z>z\£te. f^tB 
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<Dn&mm& «t zMtma& \z <m\%& d n a £ 5§§ d fc s . 

Si* &nt* 0 . F*lfiEl4©IE^D N A©tif&£{jgjiT£ £ £ 0 «*&#J(C#fg 
10 fiJ/HT5;i #)*-«\ #fg»E©jE»DNAiE^SM&£fflV>T, #569! 

#§b*5 £ t* c: n s © mmvfemjjm ©&*t £frfc v z t & ~*im-e$> z> . 

*§6^©n5fettiE«DNA*l5^Sl3:fci««.ft»tt, MLfc^HJ© 

Mflg©^:T(C#^T^«fc-5>lC5t^^n§c DNA^^C7)f^ai»j^OK^W 

25 ©^$IM±DNA£gttM^;£;i©«©ifr^©WJS, ^OEf»«tW» 
®^Ti:*^B^©i^DNA^tt^. ^ADNA$-ffi^fi#:cDM^IC}#-0^ 
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<D&m znuozt ifi pj m~e & § c 

fsr^W^HOttMiEIBS (dominant negatived) &MW?Z> : e7 s )\'£fcZ>. 

®±%z®mm.(DnM*m^z> z t\z ^mm^mM^^x otmmv>7.w 

m&vsmuEttts* ^mmo^y^^nizmm-r^mmo^m^^m^z 
trf-cz, £fc. *%B8o$y^?nizmm?&&m^)io&Ui&\z&v2>& 

%-x&&m<DW9t&&tffemznu-?z> zttf-zzz* 



,1 i > 
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(9) y y^T? h»#J 

15 -r&*3*>, 

(i) ^0j©DNA^s^k$n^#t hm?m%)B£&Mm. 

o) ~>>wmT*&z>m (i) lifEm^^m, 
20 (4) #\ihm%mw'fvmw}i®)-c&2>m (i) JSfsmw&MB^ 

(5) tr^yMmW&-WX-C&2>m (4) IigBieOJE^$fflfla> 

(7) MDNA^i/#-^-it^ ±mm&m<D&-fi7? h^y— tfjs 

25 Afc#r*:/M-*— ©{MATTEL 3**5 (6) TO*©#bh*SJMfe, 

(8) #b MsWL»»5&sy!y#»i«lT*SJB (6) 5HB*©*h hflBLlbttK 

(9) y-ytlWY^XT'ibS^ (8) J®S2tt<&#'b hOjtlUM&U *3cfctf 

(10) (7) mSMHDWito\Zs ttlJMfc£*J&fi:-5-U L'^-^-t^^ 
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£ & ttlB#*r £ -fk^« S fc. Y3Jt<DVL<D7> 2 »J - — > tf-fife £ . 

[0 0 6 0] 

10 *|8^©DNAJCA^W^SSlJn^.**fetbTtt, 

#jilCcfcDttDNAE?«©-»Xtt^«©BJI»» MDNA^JfA^fc^gm^-ti: 

NA^ttftES«iaa^fcW*589ifl!>>''y^T»>hES«Ifii:>SIB"r*) 
«*£UTfciU #J*J2\ BWfrs^t:hiiiia»***Wr**fi««>D-NA€rW 

20 cat (i7D7A7i-3- ;P7-fef;Ph7>^7i5— t?3H£^) Srft^tT 
^ i^^-^-jl^^^^A-r^ - 0 x*V >©8tfg&flMrr**\ &s 
tr>tix3rV>M0>-f > hD>^tcae^©^^^$it^>DNA6S^J 
«, polyA#iJQ->^;^^*) £#AU ^/*;t>yt-RNAS^UT 
#fc<T*;i£K:«fcoT\ tt*WKl*e^**«T*J: , 5iC«l«lxfcDNAia5iJ 

D N A±& 5 Mt^fDi&mOD N AlH^J^r - 7* £ b fclHf > A-T 7* U #4 •£ 
> y ^ ? * — f£» fc&ffl b fe^fgBJ tf> D N A£**V ©jfi^M^O) D N Agfi^iJ £ -f 7 
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Z t. 0 #3 Z £tfX% Z>o 

Ttt» mfL\t. mm<J)^oti.mzmtL^ntzh<J)^m^X^^<, £7c&» Evans 
5 <hKaufmaC0^l'2pi;TiTL<^3i:Lfct)(DT : bct^ o #JA«\ 7^©ESi 

b^&ESffl^it^/it'Oira^il C5 7BL/67^C5 7 
B L / 6 <D&9Mk<D'PtS. t£ £ D B A / 2 t <D?m\Z K) &W L B D F , T O 7, 
10 (C57BL/6iDBA/2t©F 1 ) ^ffl^tfiaifcfcoai'fe^lcffl 

jUP^.T, C 5 7 BL/ST^X^WStwitOOT. :m«:JBlr>T*#e>n£E SJHB 
!&«&J£^xJU^*&ffmJl/fc£#, C 5 7BL/67^XiA7^^nXt 
5££T-?-©3!fi6<rtSfS«:C 5 7 B L/ 6 T^Xfcft*.* d tOTNBTafcj&T 

15 

a*, ^n^wtc 8 mmnm^nmx^mmm^x^vxm^ zt\z& D^ct 
Esmmommomizjjmtivxte, mx\%. pcRsi:«i;0YjfeM±ott 

25 ^fc©{C^LT, 1 3D--lg©ESi)iSt (ft 5 Ofi) T^rtf©T, ig##J 

«8Jc*5»tsE sfflmnn— ttu&isa >&MM<Dmmxftteoz£tfBimx$> 
d , \zmMm<Dmj£&fim\z vtz z t \z =t o j^otcd^to*^ tcgiM-? 
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n = 4 ot^» \znx$z> u- ->^/-r& ztfim^h^o 

\H. STO^I^«CDJ;e.^ii^^7^-^-OTa±TL I F (1-10 00 

ou/mi) ft&Tizjm.Ji^mmmfa ($?£L<te. 5%mmfix* 9 5 
10 j&*u m\m\z\t, mxu, mjt/^/edta^ (ito.001-0. 

5%hU^»/0. l-5mM EDTA>^L<i^0. 1%HJ^»/1 
mM EDTAJjail^OMMt. ffifcClfflScL*:? -?-1®M±\ZWm 

mzmm(DWim&ftiK mmmizm^mm^R^-f^nrzm^i^tcDmmmm. 
Eswt mmtz&mz&K). M®m\zmz>i£~c%-mmmTz>f)\ 

<D?^7°<DMmzftit^^ZZ\£tf^m-C$>iO CM. J. Evans^mi. H. Kaufman, 
^-f^-f — (Nature) lfS292#, 154K, 1981^ ;G. R. Martin zfuis— r^f> 
20 • jr? - j-isaj-Jl • T^a— • • 1MX>X • 3.— X7.X— (Proc. 

Natl. Acad. Sci. U.S.A.) ff§78#, 7634K> 198l¥ ; T. C. Doetschman S> 

♦ • x-y-fvaruv- • 7> H • x^x^u^>^;i/- ^fr-yiru 
25 W^tc&^TWffi 
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§©DNA SB^iJ & 7° □ - 7 £ Lfc-tHf >/W y U ^*-T if — > 3 >Mffi £ & ^ - 
10 ^^^a*<D*fgW©DNAa^©^««©DNAiB^J<h&^-f-7-iLfc 
ite^ffli^m^A{Cj;D, *58^©DNAj&qFStt<b$tlfc*ffll&ts|cS:^ 

15 tlMt§. f^m^n^»»ttiE^«c*5SW©DNAM&t)^aBiai:A^W^ 

ffl»**A^w^a*jp^*f8^oDNAjs*t)Oiffli!aT«j^$nfcfi*&, 
9mm^mt^m^\t, mwu mm^n\z^^^u^^^x.^ s y^y^ 

25 TDNA^^aAT-S^chiCctO^— Vvt<< >if^^— &%£&Wfa\zm\ 
^S<D £ t> <D ZMRTZ Z. t \Z cfc 0 # £ n& o 
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15 ^M^^Wi:ffflt^5. 

(9 a) -*«|8©DNA(7)^«^a«^:i:^igH-rs^*!K:*tUTii&«E • 

tts.t>%. *5g^oDNA^^k hm%Mm\zu.mt&m* 

jftffc£*K 58»£j£*&. aHuatttm *s%«jtm 
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--y^xm^nrzit^m^mm^n^it^hmmizm^^zii^x^^. 
o)ik£Lx\$. tkw^mzn-gtEti&m. m. mmm, mmm) ^mm (mtji 
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tmZLWito M%.\£* 7»;K "?U-3=, ty5?, 79* V 

l~100mg, fftKttin. 0-50mg, «t0ff*b<tt8l. 0-2 

&*tf&<DJ&VM'%tic.A (60kgilT) ta#t««^. -BCOfl^ 
££<jO. 0 1-3 0mggg, ^KttlDO. l~2 0mgig, «t0^l 
<tt»0* 1~1 OmgSSS^maWtCtOlS^TSO^a^T**. 
mW<Dm^h. 6 0 k g^feOJCSIff bfc**S-^T5^t^T#<5. 
(9 b) ^B^(0DNA{C^-r^7°O ; E-^-^tt^:^ii^^«M*r^'ft:'& 

So 

— ifjt-e^ 1 (1 acZ) . pJjgtt7;U*U7*^7 7^— ifae^fctt^^ 
*f8«ODNA*l/#-^--a^lJft$n&*»iODNA58I^#k 
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h->^— fcfitfc^P (1 acZ) TlilTl^S^, #3fc» #SS9§©* 

5 ■>^>7'm<Dmkt&tm.x\ ^mM(D^>^^m<Di-tt><o\z^-ij^^h^y- 

ttmm-fZo tot, 0>J;Lfc£. 5-^n^-4-^DD-3-OKU;U-/3 
'■-H^tr Kfci^y ->F (X-gal) (DJ; ?&/3 b->^— \£<D&&£U 

ftm^ (pbs) x-ga i £^tr&6$n?. ^ia^fc«3 7*c#ifi 

T\ *U3 OtffctriLllfcraRfcS'frfci*. IfliWlmM EDTA/PBSi 

ttltfili. £fc. tt&lcft^ 1 a c Z $3- HnmRNA^iULTfci 
15 tr*. 

20 o^tuxfi. ^s^widff^^nsai ssttiK) -^ma cm. tz 
ft&mm^zn, t Qt>v£W¥mzn®tsn&mttimi&i)Wi£L^o z\<d 
Wifitttn m^\z, mmm. (Mpux. mst. u>m> $k<t*mm* mm 
torn. $>z>wzmmwt mz.u. mm. yu\±*>m. 7tm, 

£<dt% ftmmm* mmtmrn* vmmtmm* mtn&tiMtwwm& 
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5 7^T£§. 

^7V, -T7, CMlTS4t?>u^^?». 

gtlT) d&^Tte, -BK-O^fM^^JSr&JO. 1-10 Omg> 0£L<\Z 
mi. 0~50mg, <fct>£P£L<tt*91. 0~20mggW. imnW\Z 

m&*{£m^&it&wz&Mm<vmxm'%i&A (60kgtiT) iz&^-r&m 

-BfcO*ttft^«S»0. 0 1-3 OmgSK. ff*b<»»0. 1~2 
OmgfiS. «fcO»3;U<fcMao. 1~ 1 Omg*§S£#M£MK:<fc9f^rr£ 

oaw^-efc^. mvmyxDm&'b* 6 o k g^fcDt3&frbfc»£t£-rr£ 

20 ^<h^T^^)o 

SlP^-r^^€r> -J&W(Cj£A (#16 0kgibT) K&^Tte, 
^I^fc-^^iftO. 1~ 1 OOmg, &&L<\tmi- 0-50mg. 

<tttti. o~20mgsw. ^mnmz^-r^m^n. mt&wim 
yn^-^-stt^ias-r^ib-er^^a^'J^-ea^A (6 o kg^it) 

\ZiZ5--Tzmfi* -BlZ-Dtrnt^WZftiO. 0 1~3 0mgil. $?£L<te 
mo. 1~2 Omg^Jg, £ W£b<te^O. l-10mggS5:»iaitl: 
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S £ Jx^f Z> Z <t % Z> . 

>^T<5±T@^TW/B-e&tL #fPJ<DDNAfg^±lC^B^3&g-£B£> 
UPAC— I UB Commision on Biochemical Nomenclature \Z<k ; b$&-^$) : 5l* 

io T^o 

DNA : T f :t-*->U3iM£& 

c D N A : tBfcStfJx -> U 

A : 75=-- > 

T : 

15 G : ^T-> 

C /hy> 

RNA : U^ttK 

mRNA : *y-fe>5?* — U#«» 

d AT P :ft*y7fy-»H'J>i 

20 dTTP :f^y?5y/ZU>^ 

dGTP :f^yy , 7yy>EU>H 

dCTP ^t+yWyHUyi 

ATP :7T/y>H'J>i 

EDTA : Ifl/>y7 5 >B9StK 

25 SDS : K5r->;H^m^-hU^A 

G 1 y : >> 

Ala : 7^— > 

V a 1 : A'U > 

Leu : O-f ->> 
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C 1 - Z : 2-^OD^>yM4y^Mz^ 

Br-Z : 2-7'D ; E<>-yM+->*M-Jl' 

Boc : t-7h + yM& 

5 DNP : ~>'~ hD7x-Jb 

T r t : MJ ^ 

Bum : t -:/h^>^;P 

Fmoc : N- 9 -y)VJr\s=.)U* h^ristUltf— )l 

HOB t : l-tFD + y^yXl'JTy-^ 

10 HOOB t : 3. 4-ytKo-3-bHo + y-4-t^V- 

1.2. 3-^>VhU75/> 

HON B : 1-k h'o+y-5-;MM>-2, 3-y*j^+y<S H 

DCC : N. N ' -yy^DA^yMMy-f^F 

15 (E?»J#^ : 1 3 
C@B^i#-^ : 2) 

(.mm^ : 4] 

CSH?iJ#^ : 5 ) 

25 MJmn : 2Tto$n^T5 y^IE^J^WT^^BJcO^^ hE*3*^>A°^ 
3DNA©^SiB?'J£*-r.> 
(@B3Wt : 6) 
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^ : iT'^$n§7^y^SB^J0^2 3#g~f§l 1 9 #g©7 a y>KE7!lfc 
5 CSB^J#^ : 8 ) 

CSB^'J#^ : 1 0) 

15 F-r-SDNACD^SiE^J^^t". 
CS£^J#^ : 1 1 3 

SB^iJS-^ : 8ti^$n^75y»J§tt§*»^^^ :] - 
f f £ d n a oj^ase^j £ ^t" 0 

CIE?'J#^ : 1 2) 
C8B?']#^f : 1 3) 

HMF!l4TfflV^nfcy^-T V— M4 4 0 -OFCD^aie^J^^To 
CSB5'J#^ : 1 4) 

25 ^m^J6Tffl^e>nfc/^-r-7-H4 4 o -ef©^»@b^j^^To 

iWtmn : 1 5] 

*»J6T-ffl^b>nfcy^-TT-H4 4 0 -ER<£>&SIH?'J£^"f 0 
Cie^J#-^ : 1 6) 

H»!l6TfflV>£nfc^-r'7-H4 4 0-OF<DMSS5^JS:^T. 
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nt&M6-?m^>bntzy°7-i-?-H4 4 0 - oR^msse^j^T. 

C@e^'J#^ : 18) 

^ 6 Tfflli ^nfcy^-f "7- R 4 4 0 -OF©:&Sie?iJ£^-to 
5 Ci5?'J#^ :19) 

^ 6 Tfflli f>nfc^7^ -7-R 4 4 0-OR<D&SI£?iJ£^-ro 
^©^JS0iJ6T^e>nfc^K^#:x->xU h7 3 'J (Escherichia col i) 
XLl-Blue MRF'/pDRL44 0H(t 1 0¥8^26B^ £il 
iIItIia«^4^IfIl»f£Rfr (NIBH) t:ff£f^FERM 
10 BP - 6 4 7 6 <h LT, ^10^7^31 Bt^ B1& A ■ 5mm?m ( I F 

o) I F O 1 6 1 9 2 £ LxfK^nx^s. 

^OSI»!l4T e f#e.n^M^^X->ai'J k7 3 'J (Escherichia col i) 
XLl-Blue MR F ' / pDRL44 0M11 1 0^8^26 B7>t>jl 
M3ii#X2lfittWK£f&X¥X3lftffiW35j3fr (NIBH) tfl6#^FERM 

15 BP-6 4 7 7 tlT, ¥^1 0^7^31 S^^^H^A - mmftffi (I F 
O) t'^K## IFO 1 6 1 9 3 £ LT3&ftSftTUS. 

^©||»J6T^e>n^^K^^x->acU h7 3'J (Escherichia col i) 
XLl-Blue MRF'/pDRL440RH TO 1 0^8B26B^bI 
i«gm«xm&«l££i&X#X3SS&ffiW3£m (NIBH) IC^K#^FERM 

20 BP- 6 4 7 8 tlT, TO 1 0^7^31 Bt^£I*H&A ■ fmmVtrfi ( I F 
O) t3^R#-*§- IFO 1 6 1 9 4 t UT^ie^tlTV^. 

1/^3.^— • ^o — (Molecular cloning) {Cf2tt$nTV^^^C^ofe. 

25 

###1 i myomm&m^??- p c an 6 1 8 omm 

s v 4 o mmmfc^n^-z-cDTifciztt-?^ ~>>mvkmfcT*ft'z>y° 

77.5 HpBK/CMV (45 12 bp) Uh7^v->tt) *Bsu3 6I 
(-a—f>if7>Kmt7^Xa) TiSfcU f#£ftfcl. 6kbpBft>t£ 
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tfl Kl enow fragment (SiSiS) flfiSU v>Wtt3t 
fc^*^mm*SmithtzWifr&mco C©WfM-*pMEl 8S (3 4 l l bp) 
£Sma I (S$Bi6) ilWtbfc^XS K<fcligationU pME18S/Neo 

(5 0 4 0 bp) wz. -*m vM^uf^ ^TsCDmmmM^^-y^y 

5 f-oTSfiCfi - 7ff ^Dt-^-S^p CXN 2 OH i n c I \%®\Z 
H i nd I I I U>*- (^iBafi) ?:iAlf:^775 FHindM I (£iB 
it) , EcoRI (SiBSS) — MiBftU V4Y*i5uV4)V7>toWfflWm&rf- 

^©Sr^pME 1 8S/Neo^H i nd I I I, Ec oR I -nffi<tLT'i% 
10 ?>n^4. 2 kbp^M-<hligationb.»^«^m^^^-pCAN6 1 6 (5 
9 6 9 bp) £#fco £<=>(C> pCAN6 16£XhoI (^Mifi) Mibfcm 

i^^-pCAN6 1 7 (5 5 8 5 bp) Srf&fc. — #Tr> pCAN6 16^ 
Ec oR I > Xho l=.mmitVtzb. 6kb»rmc, EcoRI-Sal I - 
15 Xh o I SHfc&^tri 7me r (D^jfo^U l^^F^l igationU «#£#J 

CiMM^i'^-pCAN 618 (5595b p) £r#fc (HI4) . 

T^X^-f >fc*~^A (SB) tt*^tia$nTV^ESTT-37^- 

£3iiRLfco EST©DNASH»e», 75 7 BSffiyiJtwHlRU Met©& 

»CiBfc7Ktt7SyB6 (Leu, lie, VaK Phe, Alate£) p&JTs* — ^TS^O- 
>T, flv^ 71/— ArtlI7 ? Dty>^SBfi (ArgArg. LysArg, LysLys) £ 
*rrs*a->£g&U Z\tlt>(D&ft&mtz-r?U->£VXmS: 10511l£fg 
25 lit &£U ESTSETdTi&Sfcfe, x-^^-xosa^icD^icas^, 
#A> &*Mj^fc J^T^^riT, S2?iJtf)«£Ig£ff ofco 

->£TGC-440£LTSBtta>£^9SHi\ 7 7^5 KDN A&EcoRl £XhoITi8 
itlsfz.'&. 1.2%7^0-xm^ftT. J¥ADNABfffr(&:fc#S&#tfrb& 
0.85kb(Z)cDNAWfM-T*S3:t*^J^Lfc. T7y^<T- tT3^ 
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1-?-*m^T. ^ADNA^M-cDigSiB?'J^a^DNA->-^X>tl— (PERK IN 
ELMER: ABl PRISM 377 DNA Sequencer) Trfi?#r Lfc, *D N AK^iJt^tl^ <^>^ 

m<D2 2 0#gfr£ 5 7 6 #glr&£ ZL £ifimwi,1z. 

5 

USS^ 1 {ClBifecD^ADNAI^n- (EcoRI-XhoI 0. 85kb$rtf-) 20ng£[a- 
32 P]dCTP (Amersham: 6000Ci/mmol) bu 1 ^rfflt^TMul t i prime DNA 1 abel ing system 
(Amersham: RPN. 1 601Y) <D77&TD N A:7n — ^SrfESgLfc. dO^n-y^ffl^ 
10 I, hh7J|/5 L T'f-r>a/-1f>7'0 7h (CLONTECHtt : #7759-1, #7760-1) 
iZttLT. J—*f>-?Uy bMffi&tt^lt. /W^U^-f XRtfifci*©&#tt. 

tt, BAS-2000 (7y7^M) €ffl^Tfr^fc. -e£>#§HI, □- >tf)mRNAte, 
0. 6kbT^<, TGC-440©cDNA»fit7&*mRNA©tit«^S&^^TViT. ^>/\°^M(D 



20 SD77 h 2E^e>BiJi^^aiL.g^^(D^^TX> ; >r£TRNA^Jfimb 

fejis oligo(dT) eel lurose column (Amersham) £ffl^Tl 9// g(Dpoly (A) 4 RNA£r?# 
fc. Cc^wg^MMlCffltAT, SUPERSCRIPT™ choice system (GIBC0 BRL) (D?5 
&TcDNA£-&j£U EcoRI7^y^ — S^JJOUfc. KcDNABJrtf-2Q0ng£ A gtl 1 (D 
EcoRIgB&'v^AU In vi t ro packaging^ «fc K> 7 T — v^-f 7'? U — £^84 Lit. 

25 HJS^J 2 (ClB«t<D^?*-eDNA^D— ^Srf^iSb, 7*5-^Ai' 7*U ^1?->3 > 
£rro)to /W7*U,^f-'>3>tt, 5xSSPE, 5xDenhardt' sjgfflt, 0. 5XSDSiCT, 
65*01?— BftfrV^ 0. 5xSSC> 0. IXSDSKT, 50^-^0 7c. ^"-h^v^ 

V=>U- (-80"C, 18H#ra) TBtt7 , 7-^^»^^hfcOT. s y>if)V^7 
— ZV-i Vl/->a ><Mr<^ 77- vDNAS:BsiWra8ffc&, # S> ftfcjf AcDNA 
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Wtf-fcpUC118<Z>Acc65l8BttC1J-:7£ D-->^LZi. t£cDNAISrK-<E>*&Si2?'J£ifc 
JfcUfclS** fc b£l^<A1197^y&7^&&^y b TGC-440^3i- b*$nTV> 



^6S#I4 -7^7 7.cDNA(DIR# 

C57BL/6N^X7^M£MffiU H»J 3 fcffitti: (WI*lS<D7?&Xpoly (A)*RNA 

10 nn^aStwUTS'-RACESrfflV^ T^XcDNASr^U^io U- 

? 4 > y 7 - A # if 4i £ n § «fc O (3 fig It L -7 7 -f "7 ~ > M440-0F 
(GCCTTTAAGAACCAACAGACAG ; BB^Jfl^ : 1 3) Srffl^, ^CfoT3' -RACE£fr 
ofco !£cDNA$rtf- (0. 7kb) &^P— — pCR-Script Amp (STRATAGENE) 
©SrHSBte^n-n^U pDRL440M£'#fc (^cBi®XLl-Blue MRF' /pDRL440M) . 

15 ^cDNAifM-omSE^J^^^^i^.t ^7-; b£^!fc£>1197Sy&^Sfc 
£-7^XTGC-440<D— ^ifi^JaBbfc. N^SSHCte, 227 5 7 ^£&&AI?!ffJ 
& ^ ^ ;PE?«I J&*#£E UT^fc.Y^^ TGC-44 0 £>i£S@2 ?»J £ ^-tl^ £ ^ $ ft 3 

20 HM#I5 trtTGC-440trtJfiltff«>©l®l 

@2^J#^" : lT«£ftS*^>W»©nO#B*>6119#B£T?®7S>/ft 
mm^bUZ^^F (tb) , Mtf l£6E?»J## : 2x££ft*#*w , **» (7 

25 >4mg&tn^n-?U-1 2. H»iwJ:t)IS^$-&fc«, StK^^ HIOOm gfflSM 
IfCA (^7D-f/h7y^>h) (SPF, -a-y-7>F 

tf^-fb) 2 33rr3lCJ&T&MU -&ftgE£L&. £JU*2jBIB^*»c3®jfilIP 
fc«E£fTofc. 2 FCA©^t>0»wFIA (^47D-f >h7yaA*> 
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mmme> tgc-44o^jpi:/^x=- wmm 

5 7'7<T-, H440-EF (GACGAATTCCCACCATGAAAGTTCTAATCTCTTCCCTCCT ; B5^iJ## : 
1 4 ) H440-ER (GACTCGAGCGGCCGCTACAAAGGCAGAGCAAAGCTTCTTA ; IB^JS^ : 

1 5) &&#'jk*a<Dj]m"cGj&L* mmwuzifcn<D7 j 7 7>s. \*m&mm\zm^ 

TPCR£tTO/t. ?CK<D0km*> TakaraExTaq (SMit) TiUM" £ 

^—GeneAmp PCR System 2400 (PERK IN ELMER) (CT> 95*C> 30#, 6813 1 #£25 
10 UlliOjIbJt. f#£nfcPCR«>^£EcoRI£NotITiBftU iiMUffl^S^^^ 
— pCAN6I8<Z)EcoRb Not iM^lt^ d— - >^£fr^ pCAN618/huTGC440£f# 

b hTGc-440©^-— y>u— 5 s -< >^fyu— Atfmmznz>£?izms\rvrc 

15 H440-0F (TGCACCGTCGACCACCATGAAAGTTCTAATCTCTTCCCTCCTCCTGT ; SS?'J#^ : 1 6) 
SU\ H440-0R (CGCTCAGTCGACCTACAAAGGCAGAGCAAAGCTTCTTAGCTGACATTGTTT ; SE^J 
1 7) Srg^ajCD^ffiT^L. 1 tl2«©^7^5 HlngS:«FS! 

tCffl^T. PCR£frofc 0 PCR©*#tt, Pfu DNA Polymerase (STRATAGENE) 
t/i. It— VJHM^ -GeneAmpPCR System 2400 (PERKIN ELMER) tCT, 96*C 45 

20 54*0 45#> 72*C 1#S:25[e1» Dilbfce # <=>nfcPCR$rK-£Sal ITlSffc b> 

W&mMmW&^Z 9 — pAl-ll (SU£pAKK01. 11) (DSallSMS^n— — >^£tr 

cDNA^^n^E-^-^bTliffi^fRjt'Jf A£*lfcpDRL440H<£*§fc. OzMffi 
XLl-BlueMRF'/pDRL440H) . M\Z. y y hTGC-440O^--^> >J — >^*7 U— 
A^ii't'S^n^ck -9 UlSIt b^y^-r "7-. R440-0F 

25 (ACAGCAGTCGACCACCATGAAGCTTCTAGCCTCTCCCTTCCTTCTGTTGCTGACAGGGATGTTCAC ; S2 
^J#-*f : 1 8 ) RZf. R440-OR (CAGAGTGTCGACACTATAAGGGCAGGGCGAAGC ; @S?U#-5§ : 
1 9) £g#^<7);£&T£/&U HWy3(CfBm(D-7^7,5 Klng£HMtCffl^ 
T, PCR^tT-ofco PCRW^kb Pfu DNA Polymerase (STRATAGENE) *r 
-VJHM^ — GeneAmp PCR System 2400 (PERKIN ELMER) l:T, 96T: 45#, 
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54*C 45#\ 72<C l#£25lsl*S95gLfc. # "onfcPCRJW^Sal ITftHt U 

aeflaffl^^^^-pAi-ii (su^pakkoi. m (DSaiigr>&^o-->^£fr^ 

cDNA/O* y D — 9 - tCfcf L T JH7a ft (3 J? A £ *l & PDRL4 4 OR £ # 7c (*fl§KXL 1 - 
Blue MRF' /PDRL440R) „ 

5 

mffi&\7 b hTGC-440 cDNACDC0S7«TCD^ 

C0S7^fflM©^*«, il^lOKFCS (^7->^^lfiirf) £^trDMEMi£H!i (GIBCO-BRL) 
^/B^Trrofco C0S7M (1. 5x10 s cells/well) £ 6 -K?V— hT 2 4 BtfUlig 
#U Opti-MEMigU!i (GIBCO-BRL) T2IsI^T^7 7XS H©iACffl^Jt. 

10 H"5g^j6-et#?>nfc^y^XS H (pCAN618/huTGC440) £r 1 wel 1 mtz D 1 Wg 
LipofectAMlNE Reagent (GIBCO-BRL) £ 1 well BfcD 10m 1 ^ffl ViTtt*H»lC 
^oT0pli-MEMMlfiltf^^fflViTC0S7«(CagAL.fco ^^7^5 K£WA 
LT*^ 5^F B m^FCS^10%tCfct?)<te)(3]bD^., £ *>\Z 1 9JH^ig*U -tO^, 
^ft!iSr(DOpti-MEM^ttl( Gibco-BRL )> ©0. 25mM ABSF ( fnttHfilfc )£^tT0pti- 

15 MEMJgife( Gibco-BRL K (DO. 05* CHAPS ( pjeib^ ) tf Opt i -MEM 

( Gibco-BRL K ££:te(D0. 25mM ABSF ( fnftJMBg ) b. 0. 05% CHAPS ( Htft* ) 
£^tK)pti-MEMJg*l!}( Gibco-BRL McftX-T. 3 £KI4 8 HtWi&IILfc. i»*-L». 

JfflJS^SU^^lHlJRU. Western blotflptfrlcffl^fc. Jg*±*i500/* 1#£5HP 
»30007J>;/ h<D"7-f ^DD>3 (Amicon) &m l*T50 ju 1 £Tit$§U7c ( 1 0 BWk 

20 W . £7c, ttlf&fcL £S££7KTifeit>Lfcl£» LaemmIi^+r>^;i'A«y 77-5 

200Mi*n^.T, 95t:-r2^inii»LaBiiafihaiatSf*fe. ««±it*a 

tb^<£SDS^UT^U;l/T5 h*y;P (18*, TEFCO) Tl^»)l, — hn±)ln- 
X^>^7> (Hybond ECL, Amersham) iZ&Vlt. ^>77>S7'0 7^>^ 
(50%-7'D-y^X-X (SEPfLU) > 0.9XNaCL 20mM Tris-HCl (pH7. 5) ) Tl 
25 Ef?3'7uy3r>tfLfr'&, 10%Z?U y X/TBS-T (0. 9XNaCL 20mMTris-HCl 
(pH7. 5) . 0. 05* Tween20) T2000^#fRL^trtTGC-440irilfiim<J:^T 2 P#^S 
m-Ztt* TBS-TT 5 Bifeif^ 10Xyn^^X-X/TBS-T-C4000«*JRbfc*- 
y yaA-t+y^- ti (HRP) TfcfttSnfctatflt^IgGJftf* 
(Amersham) £^i&T 1 PSEISfSS-e-fc. CtlSTBS-TT 5 tll?$t#Lfctt.ECL-plus 



DOC ID: <WO 0014226A1_I_> 



W ° 00/14226 PCT/JP99/04765 

65 

Western blotting detection reagent (Amersham) &m^T> fc#5§7fc£-tt\ 
Super f i lm ECL (Amersham) Sffl^T&EBUfc. ^(Di&Zk. 0 5 {C^T=t o \Z. 

5 fttE-r&ztmmLtz. 



8 th&^u^y h tgc 440 ?>/^?&mf&mz±m\zttw$£$i-?z> 
cho nmwoffiiL 

CH0( dhfr ) (ATCC ) Stt<Dig*te 10% FCS ( Hyclone ) a MEM 

10 ( Gibco-BRL ) mm&m^X 5*C0 2 M*@T 3 7*01? fro fc. 

CHOC dhfr") ( ATCC ) Mfc* 10 cm hf:$t, 24 m$t%^*fi-o tz'&, 

XftMLfzt b&£Zf?y b TGC440 K (th : PDRL440H, 

7«; h : PDRL440R) Jcft^tl 10 w g >^)k>^Affi^fflHT h5>X7 
->a ><5rff ofeo 12 P#f^(3 10* FCS &<£tS a MEM tgiftKigi^&^fT^ 
15 ££{C 2 BlfeiCiMiRlgiiii ( 10* mtitshm (Hyclone) £^tfaMEM without 
ribonucleotide and deoxyr ibonucleot ide ( Gibco-BRL ) ) lZi£M3£&l,fzo £JL 

p$ 3 BzitizmiRtgmizmw&mis^m7°^x^ b^m^mntzmm^miR. 
isTz 0 miRmmzmz-Tfrib 9 bb'&\z?°u- b±\z^vtzuu--^ k 
^vbtn^nn ^D->t5o^D-->^*u 12 wei 1 -?v-v\z^tz> 

20 &lzz\nt><D?o->$: 6wei I b\z^^u>y blzte&^xm 

m&ftitzW:, 1ml <D (Da MEM Gibco-BRL ). (D 0. 25mM ABSF ( fo5fcM 

l£ ) £^fra MEMi§il!l( Gibco-BRL ), (E) 0. 05* CHAPS ( WiiZit^ )^tSa MEM 
J5#J( Gibco-BRL ), 0. 25mM ABSF ( faJtmtk ) t 0. 05* CHAPS ( |b! 

Cfli^ )£^fr a MEM mm( Gibco-BRL ) \zmm3Z&&fttf.^ . t£ <E>lZ 24 BtP^ig 

25 *£ittt£:o i^±tS(i eppendorf 1t>7\M/^;L— ^tC^LTjl'kU m^X^ 
?>»?:P*Sim centricon-3 (Amicon) Srfflt^T 1/10 l;STIIU |W) 
M<D DTT Sr^t? SDS-PAGE 1t>y;U buffer £Sn;L,SDS-PAGE [Z^lt^Wes tern 
blotting \Z<k-oX^m*M,mhifzo Western blotting te— #in#Kl|l5&#l 
5 TWcj/i TGC440 J/Ufiiril 1/200 ~ ^i/t^l:: HRP ^l^irC ^It* IgG in 
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# ( 1/2000. Amersham) ^-fete: ECL wes tern blot ting ki t (Amersham) 

^(DSgJfL 06 (th.TGC 440 < *5«fctfEI7 (^j/hTGC440 

A^) l^Ti5lC, C0S-7 |fflia&ffl^T^^^c ! b^t|pli;^»OTGC440 

5 ?>rt&&mMwzftWftm2*iT\ f *z>ziii>m&-£tis th TGC440 $>i\z> 

mm CHO »Tte #5, 9, 10 #P->**, 7»;h TGC 440 ^>/^f6SE CHO *ffl 
j&Tte #4,9 t7n->W&m*&m*>&^Z.£Wftfr'Dfc> l£ib\ZZ\tlt><D>7U 
->i:oHT 96-well MC^^IS^^ilCctoT single cell 

10 
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nzn&tz ttmfflft^y?- k l #> & c £ £ -r 3 > 1 tern© 
tK^fflus z. h tf&mt-t*. ffijgm 1 mm<D? >/^stL< «i»*js 2 tern 

6 . 1 tB«t©^ >/\°^SI t> L < ttsf 2 IBm©^^^ H 

20 >tfm*yh. 

7 . tmm 5mm<Dx?v--> £ & tent^ 6 tern© x x u - - > ^ 

8 . if # £ 5 IBfK © * * U - - > * fc tesii3K Jft 6 ffiifc© 7. ^ U > X*ffl 
10. lf^4lEa©fc ! [#:^#LT/cJ:^)E^. 
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1 CCAGATTCCCATAAAGCACATGGTCTAATCTGTTACGTAACAGCAAGACA 50 

5 1 GCGTCACCTCACCTGTTCTCGCCCTCAAATGGGAACGCTGGCCTGGGACTAAAGCATAG 109 

1 1 0 ACCACCAGGCTGAGTATCCTGACCTGAGTCATCCCCAGGGATCAGGAGCCTCCAGCAGG 1 68 

169 GAACCTTCCATTATATTCTTCAAGCAACTTACAGCTGCACCGACAGTTGCG ATG AAA 225 

, Met Lys 2 

226 GTT CTA ATC TCT TCC CTC CTC CTG TTG CTG CCA CTA ATG CTG ATG 270 

3 Val Leu lie Ser Ser Leu Leu Leu Leu Leu Pro Leu Met Leu Met 17 

271 TCC ATG GTC TCT AGC AGC CTG A AT CCA GGG GTC GCC AGA GGC CAC 315 

18 Ser Met Val Ser Ser Ser Leu Asn Pro Gly Val Ala Arg Gly His 32 

316 AGG GAC CGA GGC CAG GCT TCT AGG AGA TGG CTC CAG GAA GGC GGC 360 

33 Arg Asp Arg Gly Gin Ala Ser Arg Arg Trp Leu Gin Glu Gly Gly 47 

361 CAA GAA TGT GAG TGC AAA GAT TGG TTC CTG AGA GCC CCG AGA AGA 405 

48 Gin Glu Cys Glu Cys Lys Asp Trp Phe Leu Arg Ala Pro Arg Arg 62 

406 AAA TTC ATG ACA GTG TCT GGG CTG CCA AAG AAG CAG TGC CCC TGT 450 

63 Lys Phe Met Thr Val Ser Gly Leu Pro Lys Lys Gin Cys Pro Cys 77 

451 GAT CAT TTC AAG GGC AAT GTG AAG AAA ACA AGA CAC CAA AGG CAC 495 

78 Asp His Phe Lys Gly Asn Val Lys Lys Thr Arg His Gin Arg His 92 

496 CAC AGA AAG CCA AAC AAG CAT TCC AGA GCC TGC CAG CAA TTT CTC 540 

93 His Arg Lys Pro Asn Lys His Ser Arg Ala Cys Gin Gin Phe Leu 107 

541 AAA CAA TGT CAG CTA AGA AGC TTT GCT CTG CCT TTG TAG GAGCTCT 586 

108 Lys Gin Cys Gin Leu Arg Ser Phe Ala Leu Pro Leu *** 119 

587 GAGCGCCCACTCTTCCAATTAAACATTCTCAAAAAGCATGTTTTTCAAGATCATTTTGT 645 

646 TTGTTGCTCTCTCTAGTGTCTTCTTCTCTCGTCAGTCTTAGCCTGTGCCCTCCCCTTAC 704 

705 CCAGGCTTAGGCTTAATTACCTGAAAGATTCCAGGAAACTGTAGCTTCCTAGCTAGTGT 763 

764 CATTTAACCTTAAATGCAATCAGGAAAGTAGCAAACAGAAGTCAAJAAATATTTTTAAA 822 

823 TGTCACAGAAAAAAAAAAAAAAAAAAA 849 
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1 ATTAAATTGTGCGCACACTACGCCACCTGAGCAGTGACAGGAAATCAGAAGCCTCTCGCT 60 

61 GGTGACAGTCCCCCACAGTCCTTAAGAAACAGCAGACAGCCGCA ATG AAG CTT CTA 116 

1 Met Lys Leu Leu 4 

117 GCC TCT CCC TTC CTT CTG TTG CTG ACA GGG ATG TTC ACG GCC ACG 161 

5 Ala Ser Pro Phe Leu Leu Leu Leu Thr Gly Met Phe Thr Ala Thr 19 

162 GTC TCC AGC AGC CCG AAT CAA GAG GTC GCC AGA CAC CAT GGG GAT 206 

20 Val Ser Ser Ser Pro Asn Gin Glu Val Ala Arg His His Gly Asp 34 

207 CAA CAC CAG GCT CCT AGG AGG TGG CTC TGG GAA GGT GGC CAA GAG 251 

35 Gin His Gin Ala Pro Arg Arg Trp Leu Trp Glu Gly Gly Gin Glu 49 

252 TGT GAC TGC AAA GAT TGG TCC CTG CGA GTC TCA AAG AGA AAA ACC 296 

50 Cys Asp Cys Lys Asp Trp Ser Leu Arg Val Ser Lys Arg Lys Thr 64 

297 ACA GCA GTG CTG GAG CCA CCA AGG AAG CAG TGT CCC TGT GAT CAT 341 

65 Thr Ala Val Leu Glu Pro Pro Arg Lys Gin Cys Pro Cys Asp His 79 



342 GTC AAG GGC AGT GAG AAA AAG AAC AGA CGC CAA AAG CAC CAC AGG 386 

80 Val Lys Gly Ser Glu Lys Lys Asn Arg Arg Gin Lys His His Arg 94 

387 AAG TCA CAA AGG CCC TCC AGA ACC TGC CAG CAA TTT CTC AAG CGA 431 

95 Lys Ser Gin Arg Pro Ser Arg Thr Cys Gin Gin Phe Leu Lys Arg 109 

432 TGT CAA CTA GCA AGC TTC GCC CTG CCC TTA TAG TTCCGAGACTCTGCC 479 

110 Cys Gin Leu Ala Ser Phe Ala Leu Pro Leu *** 119 



480 CTCCAGCTAGGCTCTCTCAATGAGAGGGAGATGATCATCCTTGGAGCGCTTCTTATCCCC 539 

540 CCACCCCCATCCTCACCAAGAGCACCCCAGCGCTCTCGAAGGCACGGCCCAGCTGTGTAC 599 

600 CTGCCACTGTGTCCTCTGCACTTGTCACTCTTCTTACATGCCTTCTGTCCGGGGTCTAAA 659 

660 AGGCAGGTG AAGCACTGAATCAGAGACTGCCTGGTTAGAAGC AAT AAAGGTTT AGAAATT 7 1 9 

720 GTGGTTTCTTAGCATCTAGACAACCTTCAGTGTTTATGGTTCCTGTCATCATCATCATCA 779 

780 TCACCACCACCCTCATCACTACCCCCATCATTATCACTGCACTCTGTGGGTCTCTAACAC 839 

840 AGTACAAGAGATATAAATGCAGAAGCACAGCTCGAGGCTAGAAAGATGGAAAGGAGGATC 899 

900 CCAGCTGCCATTCAAAAGGGTTTTGAACCAATAAAAACAGAATGGCATCCGCAAAAAAAA 959 
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1 AGCAGTTACAAGAAATCAGAAGCCTCTAACTGGTGACAA7CCACACAGCCTTTAAGAACC 60 

61 AACAGACAGCC ACA ATG AAG C7T CTA GCC TC7 CCC T7C CTT CTG 7TG 107 

1 Met Lys Leu Leu Ala Ser Pro Phe Leu Leu Leu 11 

I 

108 CTT CCA GTG ATG CTC ATG TCC ATG GTC TTC AGC AGC CCG AAC CCA 152 

12 Leu Pro Val Met Leu Met Ser Met Val Phe Ser Ser Pro Asn Pro 26 

153 GGG GTC GCC AGA AGC CAC GGG GAC CAA CAC CTG GCT CCT AGG AGG 197 

27 Gly Val Ala Arg Ser His Gly Asp Gin His Leu Ala Pro Arg Arg 41 

198 TGG CTC TTG GAA GGT GGC CAA GAA TGT GAA TGC AAA GAT TGG TTC 242 

42 Trp Leu Leu Glu Gly Gly Gin Glu Cys Glu Cys Lys Asp Trp Phe 56 

243 CTG CAA GCC CCA AAG AGA AAA GCC ACA GCA GTG CTG GGG CCA CCA 287 

57 Leu Gin Ala Pro Lys Arg Lys Ala Thr Ala Val Leu Gly Pro Pro 71 

288 AGG AAG CAG TGT CCC TGT GAT CAC GTC AAG GGC AGG GAG AAA AAA 332 

72 Arg Lys Gin Cys Pro Cys Asp His Val Lys Gly Arg Glu Lys Lys 86 

333 AAC AGA CAC CAA AAG CAC CAC AGG AAG TCG CAA AGA CCC TCC AGA 377 

87 Asn Arg His Gin Lys His His Arg Lys Ser Gin Arg Pro Ser Arg 101 

378 GCC TGC CAG CAA TTT CTC AAA CGA TGT CAC CTG GCA AGC TTT GCG 422 

102 Ala Cys Gin Gin Phe Leu Lys Arg Cys His Leu Ala Ser Phe Ala 116 

423 CTG CCC TTA TAG TACTGAGACTCTGCTCCTCTAGTTAGACTCTCTCAGTGGAAAGG 478 



117 Leu Pro Leu *** 



119 



479 AGGTGACCAGCCCTAGCACGGTTCTTATTCTCCCCACCCCCATCCTCACCAAGAGCACCC 538 

539 CAGTGCTCTCTGAAGGCACTGCCTCACAGTGTATCTATGACTGTGCCCCTAGTGCCGGCT 598 

5 9 9 GCACTTGCCACTCTTGTCTTATGCCTTCTGTTTACCCTACAAGAATGCAGGACACCTCGG 6 58 

6 5 9 CCTCCTGTTGGCCTCACATTGCAATCAGAAAACTTGCAATGAAAATAAJTAAATACATAG 7 1 8 

719 TGCATACGTGTGTGTAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAA 764 
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SEQUENCE LISTING 
<110> Takeda Chemical Industries, Ltd. 
<120> Novel Protein and its Production 
<130> A98132 
<150> JP 10-250108 
<151> 1998-09-03 
<160> 19 
<210> 1 ' 
<211> 119 
<212> PRT 
<213> Human 
<400> 1 

Met Lys Val Leu He Ser Ser Leu Leu Leu Leu Leu Pro Leu Met Leu 

1 5 10 15 

Met Ser Met Val Ser Ser Ser Leu Asn Pro Gly Val Ala Arg Gly His 

20 , 25 30 

Arg Asp Arg Gly Gin Ala Ser Arg Arg Trp Leu Gin Glu Gly Gly Gin 

35 40 45 

Glu Cys Glu Cys Lys Asp Trp Phe Leu Arg Ala Pro Arg Arg Lys Phe 

50 55 60 

Met Thr Val Ser Gly Leu Pro Lys Lys Gin Cys Pro Cys Asp His Phe 
65 70 75 80 

Lys Gly Asn Val Lys Lys Thr Arg His Gin Arg His His Arg Lys Pro 

85 90 95 

Asn Lys His Ser Arg Ala Cys Gin Gin Phe Leu Lys Gin Cys Gin Leu 

100 105 110 

Arg Ser Phe Ala Leu Pro Leu 
115 119 

<210> 2 
<211> 119 
<212> PRT 
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<213> Rat 
<400> 2 

Met Lys Leu Leu Ala Ser Pro Phe Leu Leu Leu Leu Thr Gly Met Phe 

15 10 15 

Thr Ala Thr Val Ser Ser Ser Pro Asn Gin Glu Val Ala Arg His His 

20 25 30 

Gly Asp Gin His Gin Ala Pro Arg Arg Trp Leu Trp Glu Gly Gly Gin 

35 40 45 

Glu Cys Asp Cys Lys Asp Trp Ser Leu Arg Val Ser Lys Arg Lys Thr 

50 55 60 

Thr Ala Val Leu Glu Pro Pro Arg Lys Gin Cys Pro Cys Asp His Val 
65 70 75 80 

Lys Gly Ser Glu Lys Lys Asn Arg Arg Gin Lys His His Arg Lys Ser 

85 90 95 

Gin Arg Pro Ser Arg Thr Cys Gin Gin Phe Leu Lys Arg Cys Gin Leu 

100 105 110 

Ala Ser Phe Ala Leu Pro Leu 
115 119 

<210> 3 
<211> 119 
<212> PRT 
<213> Mouse 
<400> 3 

Met Lys Leu Leu Ala Ser Pro Phe Leu Leu Leu Leu Pro Val Met Leu 

15 10 15 

Met Ser Met Val Phe Ser Ser Pro Asn Pro Gly Val Ala Arg Ser His 

20 25 30 

Gly Asp Gin His Leu Ala Pro Arg Arg Trp Leu Leu Glu Gly Gly Gin 

35 40 45 

Glu Cys Glu Cys Lys Asp Trp Phe Leu Gin Ala Pro Lys Arg Lys Ala 
50 55 60 
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Thr Ala Val Leu Gly Pro Pro Arg Lys Gin Cys Pro Cys Asp His Val 
65 70 75 80 

Lys Gly Arg Glu Lys Lys Asn Arg His Gin Lys His His Arg Lys Ser 

85 90 95 

Gin Arg Pro Ser Arg Ala Cys Gin Gin Phe Leu Lys Arg Cys His Leu 

100 105 110 

Ala Ser Phe Ala Leu Pro Leu 
115 119 

<210> 4 
<211> 357 
<212> DNA 
<213> Human 
<400> 4 

ATGAAAGTTC TAATCTCTTC CCTCCTCCTG TTGCTGCCAC TAATGCTGAT GTCCATGGTC 60 
TCTAGCAGCC TGAATCCAGG GGTCGCCAGA GGCCACAGGG ACCGAGGCCA GGCTTCTAGG 120 
AGATGGCTCC AGGAAGGCGG CCAAGAATGT GAGTGCAAAG ATTGGTTCCT GAGAGCCCCG 180 
AGAAGAAAAT TCATGACAGT GTCTGGGCTG CCAAAGAAGC AGTGCCCCTG TGATCATTTC 240 
AAGGGCAATG TGAAGAAAAC AAGACACCAA AGGCACCACA GAAAGCCAAA CAAGCATTCC 300 
AGAGCCTGCC AGCAATTTCT CAAACAATGT CAGCTAAGAA GCTTTGCTCT GCCTTTG 357 
<210> 5 
<211> 357 
<212> DNA 
<213> Rat 
<400> 5 

ATGAAGCTTC TAGCCTCTCC CTTCCTTCTG TTGCTGACAG GGATGTTCAC GGCCACGGTC 60 
TCCAGCAGCC CGAATCAAGA GGTCGCCAGA CACCATGGGG ATCAACACCA GGCTCCTAGG 120 
AGGTGGCTCT GGGAAGGTGG CCAAGAGTGT GACTGCAAAG ATTGGTCCCT GCGAGTCTCA 180 
AAGAGAAAAA CCACAGCAGT GCTGGAGCCA CCAAGGAAGC AGTGTCCCTG TGATCATGTC 240 
AAGGGCAGTG AGAAAAAGAA CAGACGCCAA AAGCACCACA GGAAGTCACA AAGGCCCTCC 300 
AGAACCTGCC AGCAATTTCT CAAGCGATGT CAACTAGCAA GCTTCGCCCT GCCCTTA 357 
<210> 6 
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<211> 357 
<212> DNA 
<213> Mouse 
<400> 6 

ATGAAGCTTC TAGCCTCTCC CTTCCTTCTG TTGCTTCCAG TGATGCTCAT GTCCATGGTC 60 
TTCAGCAGCC CGAACCCAGG GGTCGCCAGA AGCCACGGGG ACCAACACCT GGCTCCTAGG 120 
AGGTGGCTCT TGGAAGGTGG CCAAGAATGT GAATGCAAAG ATTGGTTCCT GCAAGCCCCA 180 
AAGAGAAAAG CCACAGCAGT GCTGGGGCCA CCAAGGAAGCA GTGTCCCTG TGATCACGTC 240 
AAGGGCAGGG AGAAAAAAAA CAGACACCAA AAGCACCACA GGAAGTCGCA AAGACCCTCC 300 
AGAGCCTGCC AGCAATTTCT CAAACGATGT CACCTGGCAA GCTTTGCGCT GCCCTTA 357 
<210> 7 
<211> 97 
<212> PRT 
<213> Human 
<400> 7 

Ser Leu Asn Pro Gly Val Ala Arg Gly His Arg Asp Arg Gly Gin Ala 

15 10 15 

Ser Arg Arg Trp Leu Gin Glu Gly Gly Gin Glu Cys Glu Cys Lys Asp 

20 25 30 

Trp Phe Leu Arg Ala Pro Arg Arg Lys Phe Met Thr Val Ser Gly Leu 

35 40 45 

Pro Lys Lys Gin Cys Pro Cys Asp His Phe Lys Gly Asn Val Lys Lys 

50 55 60 

Thr Arg His Gin Arg His His Arg Lys Pro Asn Lys His Ser Arg Ala 
65 70 75 80 

Cys Gin Gin Phe Leu Lys Gin Cys Gin Leu Arg Ser Phe Ala Leu Pro 
85 90 95 

Leu 
97 
<210> 8 
<211> 97 
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<212> PRT 
<213> Rat 
<400> 8 

Ser Pro Asn Gin GIu Val Ala Arg His His Gly Asp Gin His Gin Ala 

15 10 15 

Pro Arg Arg Trp Leu Trp Glu Gly Gly Gin Glu Cys Asp Cys Lys Asp 

20 25 30 

Trp Ser Leu Arg Val Ser Lys Arg Lys Thr Thr Ala Val Leu Glu Pro 

35 40 45 

Pro Arg Lys Gin Cys Pro Cys Asp His Val Lys Gly Ser Glu Lys Lys 

50 55 60 

Asn Arg Arg Gin Lys His His Arg Lys Ser Gin Arg Pro Ser Arg Thr 
65 70 75 80 

Cys Gin Gin Phe Leu Lys Arg Cys Gin Leu Ala Ser Phe Ala Leu Pro 
85 90 95 

Leu 
97 
<210> 9 
<211> 97 
<212> PRT 
<213> Mouse 
<400> 9 

Ser Pro Asn Pro Gly Val Ala Arg Ser His Gly Asp Gin His Leu Ala 

15 10 15 

Pro Arg Arg Trp Leu Leu Glu Gly Gly Gin Glu Cys Glu Cys Lys Asp 

20 25 30 

Trp Phe Leu Gin Ala Pro Lys Arg Lys Ala Thr Ala Val Leu Gly Pro 

35 40 45 

Pro Arg Lys Gin Cys Pro Cys Asp His Val Lys Gly Arg Glu Lys Lys 
50 55 60 
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Asn Arg His Gin Lys His His Arg Lys Ser Gin Arg Pro Ser Arg Ala 
65 70 75 80 

Cys Gin Gin Phe Leu Lys Arg Cys His Leu Ala Ser Phe Ala Leu Pro 
85 90 95 

Leu 

97 

<210> 10 
<211> 291 
<212> DNA 
<213> Human 
<400> 10 

AGCCTGAATC CAGGGGTCGC CAGAGGCCAC AGGGACCGAG GCCAGGCTTC TAGGAGATGG 60 
CTCCAGGAAG GCGGCCAAGA ATGTGAGTGC AAAGATTGGT TCCTGAGAGC CCCGAGAAGA 120 
AAATTCATGA CAGTGTCTGG GCTGCCAAAG AAGCAGTGCC CCTGTGATCA TTTCAAGGGC 180 
AATGTGAAGA AAACAAGACA CCAAAGGCAC CACAGAAAGC CAAACAAGCA TTCCAGAGCC 240 
TGCCAGCAAT TTCTCAAACA ATGTCAGCTA AGAAGCTTTG CTCTGCCTTT G 291 
<210> 11 
<211> 291 
<212> DNA 
<213> Rat 
<400> 11 

AGCCCGAATC AAGAGGTCGC CAGACACCAT GGGGATCAAC ACCAGGCTCC TAGGAGGTGG 60 
CTCTGGGAAG GTGGCCAAGA GTGTGACTGC AAAGATTGGT CCCTGCGAGT CTCAAAGAGA 120 
AAAACCACAG CAGTGCTGGA GCCACCAAGG AAGCAGTGTC CCTGTGATCA TGTCAAGGGC 180 
AGTGAGAAAA AGAACAGACG CCAAAAGCAC CACAGGAAGT CACAAAGGCC CTCCAGAACC 240 
TGCCAGCAAT TTCTCAAGCG ATGTCAACTA GCAAGCTTCG CCCTGCCCTT A 291 
<210> 12 
<211> 291 
<212> DNA 
<213> Mouse 
<400> 12 
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AGCCCGAACC CAGGGGTCGC CAGAAGCCAC GGGGACCAAC ACCTGGCTCC TAGGAGGTGG 60 
CTCTTGGAAG GTGGCCAAGA ATGTGAATGC AAAGATTGGT TCCTGCAAGC CCCAAAGAGA 120 
AAAGCCACAG CAGTGCTGGG GCCACCAAGG AAGCAGTGTC CCTGTGATCA CGTCAAGGGC 180 
AGGGAGAAAA AAAACAGACA CCAAAAGCAC CACAGGAAGT CGCAAAGACC CTCCAGAGCC 240 
TGCCAGCAAT TTCTCAAACG ATGTCACCTG GCAAGCTTTG CGCTGCCCTT A 291 
<210> 13 
<211> 22 
<212> DKA 

<213> Arti f icial Sequence 

<220> 

<223> 

<400> 13 

GCCTTTAAGA ACCAACAGAC AG 22 
<210> 14 
<211> 40 
<2I2> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 14 

GACGAATTCC CACCATGAAA GTTCTAATCT CTTCCCTCCT 40 
<210> 15 
<211> 40 
<212> DNA 

<213> Art i f icial Sequence 

<220> 

<223> 

<400> 15 

GACTCGAGCG GCCGCTACAA AGGCAGAGCA AAGCTTCTTA 40 
<210> 16 
<211> 47 
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<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 16 

TGCACCGTCG ACCACCATGA AAGTTCTAAT CTCTTCCCTC CTCCTGT 47 
<210> 17 
<211> 51 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 17 

CGCTCAGTCG ACCTACAAAG GCAGAGCAAA GCTTCTTAGC TGACATTGTT T 51 
<210> 18 
<211> 66 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 18 

ACAGCAGTCG ACCACCATGA AGCTTCTAGC CTCTCCCTTC CTTCTGTTGC TGACAGGGAT 60 
GTTCAC 66 
<210> 19 
<211> 33 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 

<400> 19 

CAGAGTGTCG ACACTATAAG GGCAGGGCGA AGC 33 
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